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Cell treatments: Parental HEK293 cells and HEK293 cells over-expressing Ago-1 or Ago-2 were either 1) transfected with a vector control, 2) transfected with an siRNA control, or 3) treated with an ON control by gymnosis. Lysates of non-treated and treated cells were collected 48hr later and immuno-precipitated as described in the text. Only those proteins that were common in both lysates of cells treated with the control siRNA and lysates treated with the ON, but were absent in all other samples and controls, were considered potential candidates.
In Solution Digestion: Samples were exchanged into ammonium bicarbonate solution using a centrifugal filter. The solution was mixed 1:1 with trifluoroethanol (TFE) to denature the proteins. The proteins were then reduced with dithiothreitol (DTT), alkylated with iodoacetamide. Unreacted iodoacetamide was reacted with more DTT to prevent excessive alkylation. The samples were then diluted with additional ammonium bicarbonate solution to reduce the TFE concentration to 5%. Trypsin was added at a 25:1 protein:trypsin ratio and the samples were allowed to digest overnight at 30°C. The 3 digestion was quenched by adding 1% of the total volume of trifluoroacetic acid (TFA).
The samples were then concentrated to a reduced volume, but not to complete dryness, in a vacuum centrifuge.
Mass Spectrometry as performed by a Waters Synapt G2 Mass Spectrometer: Digested proteins were analyzed by liquid chromatography coupled to mass spectrometry (LC/MS) on a Synapt G2 mass spectrometer with a nanoAcquity UHPLC system and microfluidic UHPLC columns (Waters, Millford, MA). The samples were loaded onto the 180µm ID x 20mm trapping column at 8µl/min for 1.5 minutes, then eluted through the 85µm ID x 100mm analytical column using a gradient from 97% solvent A (0.1% formic acid in water)/3% solvent B (0.1% formic acid in acetonitrile) to 65% solvent A/35% solvent B over 30 minutes. The column was then regenerated by ramping to 50% solvent B over 4 minutes, from 50% B to 90% B over 1 minute, holding at 90% B for 3 minutes, and returning to initial conditions over 1 minute. The mass spectrometer was operated in an all-ions fragmentation mode in which scans alternated between low collision energy to detect precursor ions and high collision energy to detect fragment ions without any precursor ion selection.
Data was analyzed using Protein Lynx Global Server (PLGS) (Waters, Millford, MA). 
